December 28, 1937,

My dear Doctor Anderson:

You remember that I reported st the Commdttse
meeting that there was a grester cellulsr reaction to the phosphatide
from A-14 than to thet from H-37 -- really very oonsiderably grester,
Indecd, we found a somevhat larger resstion in eash of the nev phos-
phatides than to the materizl from H.37.

On this ascount we decided to restudy these
phosphetides with ascid-fast stains, with the result that there are
certainly some tubercle bacilli im the phosphatides from A-14 and from
A=10, Concerning the othsrs, our tests are not yet comnlete,

To epply the scid-fest stain to the phosphetide
is reslly s matier of very considerable difficuliy becnuse the material
does not stiok to the slide; with the wex it is quite different, - the
meterisl sticks well ond is, of eowrse, strongly scid-fast.

The technique, as you know, is first to stain
in s solution of fuchsin in water, heating th. stein on ths slide until
it steams. The phosphatide arnpears to stick very well through this
part of the procsss, Then the staln fie dreined off ond the slide de-
colorized in 3% nitric scid mmde up in 967 szleohol. Durinz thie prosess
most of the phosphatide disappears. Viewed under polerized light, only
a fov purticles of doubly refructile materisl are left on the slide,
zhen the slide is examined under oll lummersion lenses, there are s few
masses of granuler moterial, not acid-fest, but in the ocese of the rhos-
phatide from A~1l0 and A-14, some of these contein uneguivocal smell
clumps of acid-fast rods, undoubtoedly tubercls bacilli. “e have not yet
out these 1ittls mmases under molarized light so we do not kuow vhether
the meterial in which the bacilll are imbedded is doubly refractile and
therefore probably vhoaphstide or not.

I ghould like to ssk you whether the treatment
with 96% slcohol and nitric acid is likely to degrsde the phosvhstide
to some slmpler state or not. Since 85 much of the phosphatide disap-
pears from the slide, it i2 not possible to tell how m-ny bacilli were
actually present in the original meterial, All we czn s=y is thet there
certainly were some,
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You will remember thet we had felt pretty sure
that there were no bacilli in the phosphatide from H-37 which you pre-
pared in 1932, Considering the difficulties of the teshnique which we
have Just desoribed, it is perhaps possible that we ezn never say that
not & single bacilluas has passed the filter. But we can make the milde
sr statoment thut we cemnotl find =ny, We took soms of the 1932 mate-
rial and dissolved it in the mixture of 7 parts of ether and 3 parts of
chloroform which Doctor Joyner had found out sllowed one to sentrifuge
tubercle bacilli out of materisl. After dissolving some of the phos~
phatide in this mixture and submitting it to prolonged centrifuging, a
rogidue was teken up ana stained for tubsrele bacilli; we found none.
Also, the guines pigs which hod reseived eix intradermel injections of
this phosphatide did not become sensitized to tuberculorrotein. whiesh
brings e 1ittle bilologlcal svidenss to bear on the point =nd probably
neans thet there certainly could not have been any great numbers of
tubercle bacilli in the material. e certainly knmow that vhen a smell
amount of tuberculoprotein is adced to the phosphatide snd injected in-
tradermelly, the guinea pigs become sensitized even when only small
emounts of the tuberculoprotein are used,.

In ome preparation of the 1932 phosphatide 1
found one red becillus in & mess of materizl which had not been de-
colorized. This is & condition vhiech would not be accepted as rroving
tubercle bacilli in sputum, but it is sn observetion vhich mekes me say
that perhinps s 100% eliminmation of baseilli is & herd criterion to set
UpPs

Have you any mors of ithe A-~1l4 phosvhatide, and if
s0, do you mot think it would be a good plen %o refilter it and let us
hsve some of it both for the eellular resction and, if you have enough,
for the sensitizing experiments? It would take sbout 30 mgms, for the
cellular studies and sprroximately 100 mgm, for the sensitizing experi-
ments.

e are working both on the polysaeoharides and
on the whole series from the defatted bacilli and will let you have our
findings as soon as possible.

I am gled you enjoyed the Commitiee Meeting. I

certaeinly did too a&nd think thet Doetor Bolssevain had certainly calmed
dowvn = good deal,

Cordislly yours,

Florence R. 8abin.

Doostor H. J. Andsrson,
Sterling Chemistry lLaboratory,
225 Prospect 3treet,

New Haven, Conmnesticut.



